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To 

Ralph M. STEINMAN, M.D. 

The Rockefeller University 

Laboratory of Cellular Physiology and Immunology 

1230 York Avenue 

New York, NY 10021, USA 

FA* .212 . 327 - 8875 




Dear Ralph, 

l would ilka to aiva vou a brief uodate on a few things 



As you 

know we have been successful to culture DC as proliferating balls from cord blood as 
well as blood and bene marrow from patients that had been treated with G-CSF or GM- 
CSF. For that we had cultured the MHC dass II and CD3 negative fractions of PBMC 
obtained by panning in GM-CSF several other cytokines, and got "our" proliferating 
DC balls as observed in the mouse. When we cultured such fractions which we had 
obtained from PBMC of normal, healthy Individuals we get - as I had already told you - 
proliferating balle within a few days. These balls looked like developing DC balls in 
overall appearance including some initial veils at the edges, yet the balls did not deve- 
lop further and even started to die. When we learned from Una that freshly Isolated DC 
need monocyte conditioned medium for staying viable we wondered whether we had 
depleted monocytes via their Fc receptor as a side effect of our panning procedure. 
One should not forget that for the latter we use whole anti-murine Ig antibody for coating 
petridishea and pan the cells at room temperature at least for a while. Although we 
planned and still plan to test panning using a F(ab-) 2 antl-murine Ig for panning (as well 
as using magnetic beads as an alternative) I thought It might be useful while waiting for 
the ordered antibody to try the simple protocol I had used for mouse blood. So we 
plated exactly as described In the mouse PBMC at 1 x 10« / ml / 24 well ♦ GM-CSF or 
GM-CSF plue TNF alpha, and transferred the NAF after 1 day. As in the mouse (one 
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should note that I mys* always got the ball, mainly In the adhered [™<**™T* 
to Kayo who presumably washed more vl 9 orou.ly) we got nice proMeratag DC bate 
25> -reLy on 0J3 . 1M. w. repeal obs«v.d - wl* GM-CSF morerap^ 
*an 1 GM-CSF p,ua TNF alpha -that the M. «*ehed and ^-^""^J 
v, been calling "bad balls- In our numerous experiments w,th cord blood and GM-CSF I 
£cSF blood. Would'nt there be my expedenc. from * IM* exp«tm««»and 

human macrophage colony formal by MMNn 4. J f*^ i " 0 ^^ 63)1 
L. ,ud a> «M IL-4 to preven t m acrophage deve.opm.nt > " ^ 

Tg rrarKaMythla was Indeeo^wcaso , and even more su«prl»^ the PC bails wew not 
S^oXb^SolL^ieUe^ not <« DC 

bietwng macrophage dev.tepm.nt W. are new trying to perform b^efuncbor* M» 

and phenotypinQ. 



cjivm mesa recent developments i wouia De 
I could reach you by phone as I would like to 
human DC project As planned for 2 months 
stuff together. 



grateiui when you could let me know when 
discuss how we should now proceed in the 
(at least) I will try to write the DC culture 



Sincerely Yours, 



Qerdd SCHULER M.D. }f 
Dept of Dermatology 
University Hospital 

Aniens*. 36. A-6020 Innsbruck, Austria / Europe 



